PCT/J POO/04595 

PA \!T COOPERATION TREAT 





From the INTERNATIONAL BUREAU 


PCT 


To: 


(PCT Rule 61.2) 


Commissioner 

US Department of Commerce 
United States Patent and Trademark 

Office PCT 

2011 South Clark Place Room 
CP2/5C24 

Arlington, VA 22202 
ETATS-UNIS D'AMERIOUE 

in its capacity as elected Office 


Date of mailing (day/month/year) 
14 March 2001 (14.03.01) 




Internationa! application No. 
PCT/J POO/04595 


Applicant's or agent's file reference 

F2000-55-PCT 


International filing date (day/month/year) 
10 July 2000(10.07.00) 


Priority date (day/month/year) 

08 July 1999 (08.07.99) 


Applicant 




SHIMA, Midori etal 




1 . The designated Office is hereby notified of its election made: 


[ X| in the demand filed with the International Preliminary Examining Authority on: 


23 January 2001 (23.01.01) 


1 1 in a notice effecting later election filed with the International Bureau on: 


2. The election | X| was 




1 1 was not 




made before the expiration of 19 months from the priority date or, where Rule 32 applies, within the time limit under 
Rule 32.2(b). 


The International Bureau of WlPO 
34, Ghemin des Colombettes 
1211 Geneva 20, Switzerland 

Facsimile No.: (41-22} 740.14.35 


Authorized officer 

Henrik Nyberg 
Telephone No.: (41-22} 338.83.38 


Form PCT/IB/331 (July 1992) 


JP0004595 



Copy for the designated Office (DO/US) 

F ENT COOPERATION TREA 



PCT/J POO/04595 



From the INTERNATIONAL BUREAU 



PCT 

NOTIFICATION OF THE RECORDING 

(PCT Rule 92bis.1 and 
Administrative instructions, oection 


To: 

HATTA, Mikio 

Dia Palace Nibancho 

11-9, Nibancho 

Chiyoda-ku 

Tokyo 102-0084 

JAPON 


Date of mailing (day/month/year) 
16 January 2001 (16.01.01) 


Applicant's or agent* s file reference 
F2000-55-PCT 


IMPORTANT NOTIFICATION 


International application No. 

PCT/JPOO/04595 


International filing date (day/month/year) 

10 July 2000(10.07.00) 



1. The following indications appeared on record concerning: 

X the applicant the inventor Q the agent the common representative 


Name and Address 


State of Nationality 


State of Residence 


Telephone No. 


Facsimile No. 


Teleprinter No. 


2. The International Bureau hereby notifies the applicant that the following change has been recorded concerning: 

X the person the name the address the nationality the residence 


Name and Address 

CHISSO CORPORATION 

6-32, Nakanoshima 3-chome 

KIta-ku 

Osaka-shi 

Osaka 530-0005 

Japan 


State of Nationality 
JP 


State of Residence 
JP 


Telephone No. 


Facsimile No. 


Teleprinter No. 


3. Further observations, if necessary: 

The applicant indentified in Box 2 should be included on the record as an additional 
applicant for all designated States except US. 


4. A copy of this notification has been sent to: 
[x] the receiving Office [[x] the designated Offices concerned 
1 1 the International Searching Authority the elected Offices concerned 

1 j the Internationat Preliminary Examining Authority | ] Other: 





Authorized officer 


The International Bureau of WiPO 




34. chemin des Colombettes 


Susumu Kubo 


1211 Geneva 20, Switzerland 




Facsimile No.: (41-22) 740.14.35 


Telephone No.: (41-22) 338.83-38 


Form PCT/IB/306 {March 1994) 


003775221 



( 

PA^^T COOPERATION TREAT 



PCT/JPOO/04595 



From the INTERNATIONAL BUREAU 



PCT 

NOTIFICATION OF THE RECORDING 
OF A CHANGE 

(PCT Rule 92bis.l and 
Administrative instructions. Section 422) 


To: 

Dia Palace Nibancho xC^S^ ^^^^f^K. 
ll-9,Nibahcho Sj^ 

Chiyoda-ku 1 J/lj^ o Q im] \ 
Tokyo 102-0084 V . ^ ^-Cm ) 

jAPON \RECEA>e5/ 


WaXG OT flnaiiing ^Qay/nionin/year/ 

16 January 2001 (16.01.01) 


Applicant's or agent* s file reference 
F2000-55-PCT 


IMPORTANT NOTIFICATION 


International application No. 
PCT/JPOO/04595 


International filing date (day/monthyyear) 
10 July 2000(10.07.00) 


1. The following indications appeared on record concerning: 
[X\ the applicant Q the inventor Q the agent Q the common representative 


Name and Address 


State of Nationality 


State of Residence 


Telephone No. 


Facsimile No. 


Teleprinter No. 


2. The International Bureau hereby notifies the applicant that the following change has been recorded concerning: 
[X\ the person Q the name []]] the address Q the nationality Q the residence 


Name and Address 

CHISSO CORPORATION 

6-32, Nakanoshima 3-chome 

Kita-ku 

Osaka-shi 

Osaka 530-0005 

Japan 


State of Nationality 
JP 


JP 


Telephone No. 


Facsimile No. 


Teleprinter No. 


3. Further observations, if necessary: ... ^ _« i 
The applicant indentified in Box 2 should be included on the record as an additional 
applicant for all designated States except US. 


4. A copy of this notification has been sent to: 
fx] the receiving Office [x] the designated Offices concerned 
1 1 the International Searching Authority Q the elected Offices concerned 
1 1 the International Preliminary Examining Authority | | other: 


The International Bureau of WlPO 
34, chemin des Colorhbettes 
1211 Geneva 20, Switzerland 

Facsimile No.: (41-22) 740.14.35 * 


Authorized officer ^ 

Susumu Kujro ^/"^Z-^"^ 

Telephone No.: (41-22) 338.83.38 



Form PCT/lB/306 (March 1994} 



n PCT/J POO/04595 

PA^JT COOPERATION TREAT 

From the INTERNATIONAL BUREAU 

PCT 



INFORMATION CONCERNING ELECTED 
OFFICES NOTIFIED OF THEIR ELECTION 

. (PCT Rule 61.3) 



Date of mailing (day/month/year) 



To: 



HATTA, Mikio 
Dia Palace Nibancho 
11-9, Nibancho 
Chiyoda-ku 
Tokyo 102-0084 
JAPON 



TrTs 0. 2001 



Applicanf s or agent* s file reference 

F2000-55-PCT 


IMPORTANT INFORMATION 


International application No. 
PCT/JPOO/04595 


International filing date (day/month/year) 
10 July 2000 (10.07.00) 


Priority date (day/month/year) 
08 July 1999 (08.07.99) 


Applicant 

FUJIMORI KOGYO CO., LTD. et al 



1. The applicant is hereby informed that the International Bureau has, according to Article 31(7), notified each of the following 
Offices of its election: 

AP:GH,GM,KE,LS,MW,MZ,SD,SL,SZ,TZ,UG,ZW 

EP :AT,BE,CH,CY,DE,DK,ES,FI,FR,GB,GR,IE,1T,LU,MC,NL,PT,SE 

National :AU,BG,CA,CN,CZ,DE,lUJP,KP,KR,MN,NO,NZ,PURO,RU,SE,SK,US 

2. The following Offices have waived the requirement for the notification of their election; the notification will be sent to them 
by the International Bureau only upon their request: 

EA :AM,AZ,BY,KG,KZ,MD,RU,TJ,TM 

OA:BF,BJ,CF,CG,CI,CM,GA,GN,GW,MUMR,NE,SN,TD,TG 

National :AE,AG,AL,AM,AT,AZ,BA,BB,BR,BY,BZ,CH,CR,CU,DK,DM,DZ,EE,ES,FI,GB, 

GD,GE,GH,GM,HR,HU,1D,IN,IS,KE,KG,KZ,LC,LK,LR,LS,LT,LU,LV,MA,MD,MG,MK,MW, 

MX,MZ,PT,SD,SG,SI,SUTJ,TM,TR,TT,TZ,UA,UG,UZ,VN,YU,ZA,ZW 

3. The applicant is reminded that he must enter the "national phase" before the expiration of 30 ^^'^ *® ^^^^ 
before ea^ of the Offices listed above. This must be done by paying the national fee{s) and furnishing '^\fl^l^^^^^'f.^^ 
translation of the international application (Article 39{1)(a)). as well as, where applicable by furnishing a translation of any 
annexes of the International preliminary examination report (Article 36(3)(b) and Rule 74.i). 

Some offices have fixed time limits expiring later than the above-mentioned ^^^^ ""^'Vj?Ll®i^n®rtiL"J^^^^ see VoUime II 
applicable time limits and the acts to be performed upon entry into the national phase before a particular Office, see volume ii 
of the PCT Applicant's Guide. 

The entry into the European regional phase is postponed until 31 months from the priority date for all States designated for 
the purposes of obtaining a European patent. 





Authorized officer: » /) 


The International Bureau of VVIPO 


Henrik Nyberg /if 1 


34, chemin des Colombettes 


121 1 Geneva 20, Switzerland 




Facsimile No. (41-22) 740.14.35 ;__ 


Telephone No. (41-22) 338.83.38 CA V I 


Form PCT/IB/332 (September 1997) 


3895130 



pai^It cooperation treap 

From the INTERNATIONAL BUREAU 



WO 01/03740 
PCT/JPOO/04595 



PCT 

NOTICE INFORMING THE APPLICANT OF THE 
COMMUNICATION OF THE INTERNATIONAL 
APPLICATION TO THE DESIGNATED OFFICES 

(PCT Rule 47.1(c), first sentence) 



Date of mailing (day/month/year) 
18 January 2001 (18.01.01) 



To: 



HATTA, Miklo 

Dia Palace Nibancho 

11-9, Nibancho 

Chiyoda-ku 

Tokyo 102-0084 

JAPON 




Applicant's or agent* s file reference 
F2000-55-PCT 


IMPORTANT NOTICE 


International application Nol 
PCT/JPOO/04595 


Internationa! filing date (day/month/year) 
10 July 2000(10.07.00) 


Priority date (day/month/yea r) 
08 July 1999 (08.07.99) 


Applicant 

FUJIMORI KOGYO CO., LTD. et al 



1. Notice is hereby given that the International Bureau has communicated, as provided in Article 20. the international application 
to the following designated Offices on the date indicated above as the date of mailing of this Notice: 
AG,AU,BZ,DZ,KP,KR,MZ,US 



In accordance with Rule 47.1 (c), third sentence, those Offices will accept the present Notice as conclusive evidence that 
the communication of the international application has duly taken place on the date of mailing indicated above and no copy 
of the international application is required to be furnished by the applicant to the designated Office(s). 

2. The following designated Offices have waived the requirement for such a communication at this time: 

AE,AUAM,AP,AT,AZ,BA,BB,BG,BR,BY,CA,CH,CN,CR,CU,CZ,DE,DK,DM,EA,EE,EP,ES,FI,GB,GD, 
GE,GH,GM,HR,HU,ID,IL,IN,IS,JP,KE,KG,KZ,LaLK^R,LS,LT,LU,LV,MA,MD,IV!G,MK,MN,MW,MX, 

NO NZ OA PL PT RO RU,SD,SE,SG,SI,SK,SL,TJ,TMJR,TT,TZ,UA,UGAJZ,VN,YU,ZA,ZW . 
The co^munica^^^^^ their request. Kurthermire. tfiose Offfces do not require the 

applicant to furnish a copy of the International application (Rule 49.1 (a-bis)). 

3. Enclosed with this Notice Is a copy of the international application as published by the International Bureau on 
18 January 2001 (18.01.01) under No. WO 01/03740 

REMINDER REGARDING CHAPTER II (Article 31(2){a) and Rule 54.2) 

If the applicant wishes to postpone entry into the national phase until 30 months (or later in some Offices) from the priority 
date, a demand for international preliminary examination must be filed with the competent International Preliminary 
Examining Authority before the expiration of 19 months from the priority date. 

It is the applicant's sole responsibility to monitor the 1 9-month time limit. 

Note that only an applicant who Is a national or resident of a PCT Contracting State which is bound by Chapter II has the 
right to file a demand for international preliminary examination. 

REMINDER REGARDING ENTRY INTO THE NATIONAL PHASE (Article 22 or 39(1)) 

If the applicant wishes to proceed with the International application In the national phase, he must within 2() rnonths 
or 30 months, or later in some Offices, perform the acts referred to therein before each designated or elected Office. 

For further important information on the time limits and acts to be perforrned for entering the P^ase, see the 

Annex to Form PCT/lB/SOl (Notification of Receipt of Record Copy) and Volume II of the PCT Applicant s Guide. 



The International Bureau of WlPO 
34. chemin des Colombettes 
1211 Geneva 20, Switzerland 



Facsimile No. (41-22) 740.14.35 



Authorized officer 

J. Zahra 

Telephone No. (41-22) 338.83.38 



Form PCT/lB/308 (July 1996) 



3765657 



PCT/JPOO/04595 



PA 



PGT 



COOPERATION TREAT\ 

From the INTERNATIONAL BUREAU 



NOTIFICATION CONCERNING 
SUBMISSION OR TRANSMITTAL 
OF PRIORmr DOCUMENT 

(PCT Administrative Instructions, Section 411) 



Date of mailing (day/month/year) 

13 September 2000 (13.09.00) 



To: 



HATTA, Milcio 

Dia Palace Nibancho 

11-9, Nibancho 

Chiyoda-ku 

Tokyo 102-0084 

JAPON 



SEP, 25,2m 



Applicant's or agent's file reference 
F2000-55-PCT 



sRECEIVED 




IMPORTANT NOTIFICATION 



International application No. 
PCT/JPOO/04595 



International filing date (day/montWyear) 

10 July 2000(10.07.00) 



International publication date (day/monthAyear) 

Not yet published 



Priority date (day/nnonth/year) 
08 July 1999 (08.07.99) 



Applicant 

FUJIMORI KOGYO CO., LTD. et al 



2 This updates and replaces any previously issued notification concerning submission or transmittal of priority documents. 

within a time limit which is reasonable under the circumstances. 

4. The tetters "NT appearing in the right-hand coU,mn '--ote a priority d^^^^^^^^ 

Bureau or which the applicant did not request the receiving O"^' Pi"^" f "J 17.„c) which 

circumstances. 



Priority date 

08 July 1999 (08.07.99) 
02 Febr 2000 (02.02.00) 
10 Febr 2000 (10.02.00) 



Pfjn"tv application No. 

11/194622 

2000/25341 

2000/34169 



Country nr regiona l Office 
or PCT refi ftivino Office 

JP 
JP 
JP 



"T*r» receipt 
pripri^Y document 

25 Augu 2000 (25.08.00) 
25 Augu 2000 (25.08.00) 
25 Augu 2000 (25.08.00) 



The International Bureau of WlPO 
34. chemin des Colombettes 
1211 Geneva 20, Swhzeriand 



Facsimile No. (4V22) 740.14.35 
Form PCT/IB/304 (July 1998) 



Authorized officer 

Sean Taylor 
Telephone No. (41-22) 338.83.38 




1/5 



PCT REQUEST 



F 2000-55-PCT 



0 

0-1 


For receiving Office use only 

International Application No. 




0-2 


International Filing Date 




0-3 


Name of receiving Office and "PCT 
International Application* 








0-4 

0-4-1 


Form-PCT/RO/101 PCT Request 

Prepared using 


PCT-EASY Version 2.90 
(updated 10.05.2000) 


0.5 


Petition 

Ttie undersigned requests that the 
present international application be 
processed according to the Patent 
Cooperation Treaty 




0-6 


Receiving Office (specified by the 
applicant) 


Japanese Patent Office (RO/JP) 


0-7 


Applicant's or agent's file reference 


F 2000-55-PCT 


1 


Title of invention 


SERINE PROTEASE INHIBITOR 


11 

11-1 
11-2 
11-4 
11-5 

11-6 
11-7 


Applicant 

This person is: 
Applicant for 
Name 
Address: 

State of nationality 
State of residence 


applicant only 

all designated States except uo 

FUJIMORI KOGYO CO . , LTD . 

4-16, Nihonbashibakurocho 1-chome, 

Chuo-ku, Tokyo 103-0002 

Japan 

JP 

JP 


lit-1 

111-1-1 
111-1-2 
111-1-4 
III-1-5 

m-1-6 

III-1-7 


Applicant and/or inventor 

This person is: 
Applicant for 
Name (LAST. First) 
Address: 

State of nationality 
State of residence 


applicant and inventor 
US only 
SHIMA, Midori 

c/o NARA MEDICAL UNIVERSITY, 

840, Shijocho, Kashihara City, 

Nara 634-0813 Japan 

JP 

JP 



2/5 



PCT REQUEST F 2000-55-PCT 



III-2 


Applicant and/or inventor 




III-2-1 


This person is: 


applicant and inventor 


111-2-2 


Applicant for 


US only 


IM-2-4 


Name (LAST. First) 


KOIDE, TakenxKO 


III-2-5 


Address: 


C/O HIMEiJI XNSTXTuTE Or TGwnNOIjO(arx , 






3-2-1, Kouto, Kamigbricho, Ako-gun, 






Hyogo 67 8-1297 Japan 


III-2-6 


State of nationality 


JP 


111-2-7 


State of residence 


JP 


III-3 


Applicant and/or inventor 




111-3-1 


This person is: 


applicant and inventor 


ni-3-2 


Applicant for 


US only 


III-3-4 


Name (LAST. First) 


HOSOKAWA, Kazuya 


III-3-5 


Address: 


1547-1, Kamimarukosannoucho, 






Hakahara-ku, Kawasaki-shi , 






Kanagawa 211-0002 Japan 


III-3-6 


State of nationality 


JP 


IM-3-7 


State of residence 


JP 


ill-4 


Applicant and/or Inventor 




III-4-1 


This person is: 


applicant and inventor 


IH-4-2 


Applicant for 


US only 


III-4-4 


Name (LAST, First) 


SUZUKI, Toyoaki 


II 1-4-5 


Address: 


4-2-24, Nishiichinoe , Edogawa-ku, 






Tokyo 132-0023 Japan 


III-4-6 


State of nationality 


JP 


III-4-7 


State of residence 


JP 



3/5 



PCT REQUEST 



F 2000-55-PCT 



-5 

.5-1 
-5-2 
1-5-4 
-5.5 



111-5-6 
III-5-7 



Applicant and/or inventor 

This person is: 
Applicant for 
Name (LAST. First) 
Address: 



State of nationality 
Stale of residence 



applicant: and inventor 
US only 

NA6ATA, Masanori 

3-16-40, Nishiohi, Shinagawa-ku , 
Tokyo 140-0015 Japan 



JP 
JP 



IV-1 



iv.1-1 
iv-1-2 



iv-1-3 
tv-1-4 

IV-l-5 



IV.2 



tV-2-1 



Agent or common representative; or 
address for correspondence 

The person identified below is 
hereby/has been appointed to act on 
behalf of the applicant(s) before the 
competent International Authorities as: 

Name (LAST. First) 

Address: 



Telephone No. 
Facsimile No. 
e-mail 



agent 



HATTA, Mikio 

Dia palace Nibancho, 11-9, Nibancho, 

Chiyoda-ku, Tokyo 102-0084 

Japan 

03-3230-4766 
03-3263-4668 

hatta0ma . kcom. ne - jp 



Additional agent(s) 



Name(s) 



additional agent (s) with same address as 
first named agent 

N06AMI, Atsushi; NARA, Yasuo; SAITOH, 
Etsuko; UTANI, Katsuyuki 



V 

V-l 



Designation of States 



Regional Patent 

{other kinds of protection or treatment, 
if any, are specified between 
parentheses after the designation(s) 
concerned) 



AP: GH GM KE LS MW MZ SD SL SZ TZ UG ZW 
and any other State which is a Contracting 
State of the Harare Protocol and of the 
PCT 

EA: AM AZ BY KG KZ MD RU TJ TM and any 
other State which is a Contracting State 
of the Eurasian Patent Convention and of 
the PCT 

EP: AT BE CH&LI CY DE DK ES FX FR GB GR 
IE IT LU MC Nli PT SE and any other State 
which is a Contracting State of the 
European Patent Convention and of the 
PCT 

OA J BF BJ CF CG CI CM GA GN GW ML MR NE 
SN TD TG and any other State which is a 
member State of OAPI and a Contracting 
State of the PCT 



4/5 



PCT REQUEST 



F 2000-55-PCT 



V-2 



National Patent 

(Other kinds of protection or 
treatment, if any. are specified 
between parentheses after the 
designation(s} concerned) 



AE AG AL AM AT AU AZ BA BB BG BR BY BZ 

CA CH&LI CN CR CU CZ DE DK DM DZ EE ES 

FI GB GD GE GH GM HR HU ID IL IN IS JP 

KE KG KP KR KZ LC LK LR LS LT LU LV MA 

MD MG MK MN MW MX MZ NO NZ PL PT RO RU 

SD SE SG SI SK SL TJ TM TR TT TZ UA UG 

US UZ VN YU ZA ZW ._ 



V.5 



V.6 



Precautionary Designation Statement 

In addition to the designations made 
under items V-1. V-2 and V-3, the 
applicant also makes under Rule 4.9(b) 
all designations which would be 
permitted under the PCT except any 
deslgnation(s) of the State(s) indicated 
under item V-6 below. The applicant 
declares that those additional 
designations are subject to 
confirmation and that any designation 
which is not confirmed before the 
expiration of 15 months from the 
priority date is to be regarded as 
withdrawn by the applicant at the 
expiration of that time limit. 



Exclusion(s) 
de sign ations 



from precautionary 



NONE 



V|.1 

VI-1-1 
VI-1-2 
VI-1-3 



Priority claim 
application 

Filing date 

Number 

Country 



of earlier national 



8 July 1999 (08.07.1999) 
Paten-b Application 11-194622 

JP 



VI-2 

VI-2-1 
VI-2.2 
Vl-2-3 



Priority claim 
application 

Filing date 

Number 

Country 



of earlier national 



02 February 2000 (02.02.2000) 
Pai^ent Applicai:ion 2000-025341 

JP 



VI-3 

VI-3-1 
VI-3-2 
VI-3-3 



VI-4 



VIM 



VIII 

Vlll-1 
VIII-2 
VIII-3 
VIII-4 
V1II.5 
Vlll-7 



Priority claim 
application 

Filing date 

Number 

Country 



of earlier national 



10 February 2000 (10.02.2000) 
Patent Application 2000-034169 

JP ' 



Priority document request 

The receiving Office Is requested to 
prepare and transmit to the 
International Bureau a certified copy of 
the earlier application(s) Identified 
above as item(s): 



VI-1, VI-2, VI-3 



International 
Chosen 



Searching Authority 



Japanese Patent Office (JPO) (ISA/JP) 



Check list 



number of sheets 



Request (Including declaration sheets) 



electronic file(s) attached 



Description 



25 



Claims 



Abstract 



f2000 55 . txt 



Drawings 



TOTAL 



33 
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PCT REQUEST 



F 2000-55-PCT 





Accompanying items 


paper document(s) attached 


electronic file(s) attached 


VIII-8 


Fee calculation sheet 


V 




VIII-9 


Separate signed power of attorney 


V 




V!ll-16 


PCT-EASY diskette 




n4 c 1r At ^ ^ A 


VIM-17 


Other (specified): 


Revenue stamps of 
t;ransmlttal fee and 
search fee for 
receiving office 




VIII-17 


Other (specified): 


Submission of 
certificate of 
payment for 
international fee 




VliMS 


Figure of the drawings which should 
accompany the abstract 




Vltl-19 


Language of filing of the 
International application 


Japanese 


iX-1 


Signature of applicant, agent or 
common representative 








Name (LAST. First) 


HATTA, Mikio 




FOR RECEIVING OFFICE USE ONLY 


10-1 


Date of actual receipt of the 
purported international application 




10-2 

10-2-1 
10-2-2 


Drawings: 
Received 
Not received 




10-3 


Corrected date of actual receipt due 
to later but timely received papers 
or drawings completing the 
purported international application 




10-4 


Date of timely receipt of the required 
corrections under PCT Article 11(2) 




10-5 


International Searching Authority 


ISA/ JP 


10-6 


Transmittal of search copy delayed 
until search fee Is paid 





FOR INTERNATIONAL BUREAU USE ONLY 



11-1 



Date of receipt of the record copy by 
the international Bureau . 



The demand must be filed directly with the competent Intentational Preliminary Examining AuAority or. if two more Authanties are competent, 
with the one chosen by die applicant The fidl name or two-letter code of Otat Authority may be indicated by dte applicant on the line below: 



1P£A/. 



PCX 

DEMAND 

under Article 3 1 of the Patent Cooperation Treaty: 
The undersigned requests that the intematiotial application specified below be the subject of 
international preUminary examination according to the Patent Cooperation Treaty and 
her^ elects all eligible States (except where otherwise indicated). 



CHAPTER II 



Identificatian of IPEA 


Date of receipt of DEMAND 


Box No. I IDENTIFICATION OF THE INTERNATIONAL APPLICATION 


Applicant's or agent's file reference 

F 2000-55-PCT 


International application No. International filing date (day/man^hfyear) 

PCT/JPOO/04595 10 July 2000 (10.07.00) 


(Earliest) Priority date (day/month/year) 

08 July 1999 (08.07.99) 


Title of invention 

SERINE PROTEASE INHIBITOR 


Box No. II APPLICANT(S) 


Name and address: Ramify namefoUanned by given name; far a kgfll entity. fitB official designation. 
The adikeis must include pialal code and name of eauntiy-) 

FUJIMORI KOGYO CO., LTD. 

4-16, Nihonbashibakurocho 1-chome, 
Chuo-ku, Tokyo 103-0002 Japan 


TelephonA No.: 


Facsimile No.: 


Teleprinter No.: 


State (that is, country) of nationality: j ^ 


State (that is. country) of residence: ^ ^ PAN 


Name and address: ^uxmify name Jbttww/ by ffven name; far a legal enti^.fuB affddl desiffiation. The address must include postal code and name of country.) 

CHISSO CORPORATION 

6-32, Nakanoshima 3-chonie, Kita-ku, 
Osaka-shi, Osaka 530-0005 Japan 


state (dtat is, country) of nationality: J ARAN 


State (that is, country) of residence: j ^ p^jsg 


Name and address: Ramify name fi^awed by genome; for a legal enttfy,fuU<^ic^ The address must indudeposttd code and name of county) 

SHIMA, Midori 

c/o NARA MEDICAL UNIVERSITY, 
840, Shijocho, Kashihara City, 
Nara 634-08 13 Japan 


State (diai is, country) of nationality: JAPAN 


State (that is, country) of residence: JAPAN 


|xj Further applicants arc indicated on a continuation sheet. 



Sheet No. . 



International application No. 

PCT/JPOO/04595 



Continuatloii of Box No. II APPLICANT(S) 



If none of the foOowing sub-boxes u used, this sheet should not be induded in the demand 
Name and address: (Family name Jbllowed by gjtven wane: for a leg<d entity, JuU official designation. The addrtMS must include postal code and name of country) 

KOIDE, Takehiko 

c/o HIMEJI INSTITUTE OF TECHNOLOGY, 
3-2-1, Kouto, Kamigoricho, Ako-gun, 
Hyogo 678-1297 Japan 



state (Oiat is, country) of nationality: jyj^^^ 


State (that is, country) of residence: 

JAPAN 


Name and address: (Famify name fallowed by given name: for a legal entity. JUU official designation. The address must include posttd code and name of eourtttyj 


HOSOKAWA, Kazuya 




1547-1, Kamimarukosannoucho, Nakahara-ku, 
Kawasaki-shi, Kanagawa 211-0002 Japan 


Stete (that is, country) of nationality: , 

JAPAN 


State (that is, country) of residence: JAPAN 


Name and address: (Famtfy name faOowed by given name; far a legal entity, JUa official designation. The address must incbtde postal code and name of country.) 


SUZUKI, Toyoaki 




4-2-24, Nishiichinoe, Edogawa-ku, 
Tokyo 132-0023 Japan 




State (dust is, country) of nationality: JAPAN 


State (that is. country) of residence: JAPAN 


Name and addresstfFam^ namefoUowedbyg^ name; far a legal entity, fal 


Jt^ffieialdesifftation. The address must include posud code and name qf country J 


NAGATA, Masanori 




3-16-40, Nishiohi, Shinagawa-ku, 
Tokyo 140-0015 Japan 




State u; coun^; of nationality: JAPAN 


State (that is, country) of waldcnGc: JAPAN 


I I Further applicants are indicated on another continuation sheet. 
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International application No. 


ShcwtNo. ?.. 


PCT/JPOO/04595 



Box No. Ill AGENT OR COMMON REPRESENTATIVE; OR ADDRESS F R CORRESPONDENCE 



The following person is [x\ agent common representative 

and \x\ has been appointed earlier and represents the applicant(s) also for international preliminary examination. 

f I is hereby appointed and any earlier appdntment of (an) agent(sycommon representative is hereby revoked. 

I I is hereby appointed, specifically for the procedure before the International Prcliminaiy Examining Authority, in addition to 
the agent(sycommon representative appointed earlier. 



Name and address: Ramify name followed by given name: for a legal entity, full official designation. 
The address must include postal code and name ofcountiy.) 

7234 Patent Attorney HATTA, Mikio 


Telqihone No.: 

03-3230-4766 


Facsimile No.: 


Dia Palace Nibancho, 1 1-9, 

Nibancho, Chiyoda-ku, Tokyo 102-0084 Japan 


03-3263-4668 


Teleprifiter No.: 



□ Address for correspondence: Mark this check-box where no agent or common represeniauve is/n 
space above is used instead to indicate a special addr ess to which correspondence should be sent. 



Box Na IV BASIS FOR INTERNATIONAL PREUMINARY EXAMINATION 



Statement concerning amendments:* 

1 . The applicant wishes the international preliminary examination to start on the basis of: 
I X I the international application as originally filed 
the description I I as originally filed 

I I as amended under Article 34 

the claims as originally filed 

I I as amended under Article 19 (together with any accompanying statement) 
I I as amended under Article 34 

the drawings 1 I as originally filed 

I I as amended under Article 34 

2. The applicant wishes any anKndment to the claims under Article 19 to be considered as reversed. 

3. p~| The applicant wishes the start of the international preliminary examination to be postponed until the expiration of 20 months 

from the priority date unless the International Preliminary Examining Authority receives a copy of any amendments made 
under Article 19 or a notice from the applicant that he docs not wish to make such amendments (Rule 69.1(d)). (This cheek- 
box may be marked only where the time limit under Article 19 has not yet expired.) 
Where no check-box is marked, international preliminary examination will start on the basis of the international application 
as originally filed or, where a eopy of amendments to the claims under Article 19 and/or amendments of the international application 
under Article 34 are received by the International Preliminary Examining Autiiority before it has begun to draw up a wntten opinion 
or the international preliminary examination report, as so amended. 



Language for the purposes of International prellminaiy examination: ..J^P^Jiese 

Pn which is the language in which the international application was filed. 

ri which is the language of a translation furnished for the purposes of international search. 

I I which is the language of publication of the international application. 

I I which is the language of the transUtion (to be) furnished for the purposes of international preliminary examination. 



Box No. V ELECTION F STATES 



The applicant hereby elects aU eUgible States (that is, all States which have been designated and which are bound by Chapter IJ of 
ihePCT) 

excluding the following States which the applicant wishes not to elect: 
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International application No. 


Sheet No. 


PCT/JPOO/04595 



BoxNaVl CHECKLIST 



The demand is accompanied by the following elements, in the language referred to in 
Box No. IV, for the purposes of international preliminary examination: 



- 1 . translation of international application 

2. amendments under Article 34 

3. copy (or, where required, translation) of 
- amendments under Article 19 

4. copy (or, where required, translation) of 
statement under Article 19 

5. letter 

6. other (specif) 



For International Preliminary 
Examining Authority use only 





received 


not received 


sheets 


□ 




sheets 


□ 


□ 


sheets 


□ 


□ 


sheets 


□ 


□ 


sheets 


□ 


□ 


sheets 


□ 


□ 



The demand is also accompanied by the item(s) marked below: 

1 . [x] fee ealcuUtion sheet 4. Q statement explaining lack of signature 

2. I I separate signed power of attorney 

3. I I copy of general power of attorney, 
' refercncenumber, if any: 



S. I I nucleotide and or amino acid sequence listing in 
' — ' computer readable form 



6. othct (specify): 



Box No. VII SIGNATURE OF APPLICANT, AGENT OR COMMON REPRESENTATIVE 



Next to each signature, indicate (te lume cf the person signing and the capacity in which the person signs (if such capacity is not obvious fiom reading the demand). 



HATTA, Mikio (seal) 



1. 


Date of actual receipt of DEMAND: 


2. 


Adjusted date of receipt of demand due 
to CORRECTIONS under Rule 60 . 1 (b): 


3. 


1 — 1 The date ofrecciptofthe demand is AFTER the expiration of 19 months 1 — | The applicant has been 
1 1 from the priority date and item 4 or 5. below, does not apply. > — ' mformed accordmgly. 


4. 


1— 1 The date of receipt of the demand is WITHIN the period of 19 months from the priority date as extended by virtue of 
1 1 Rule 80.5. 


5. 


1 — 1 Although the date of receipt of the demand is after the expiration of 19 months from the priority date, the delay in arrival 
1—1 is EXCUSED pursuant to Rule 82. 



For International Bureau use only 



Denund received from IPEA on: 



Form PCT/lPEA/401 Oast sheet) (July 1998, reprint July 1999) 



See Notes to the demand /turn 
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.^A]^T COOPERATION TREAT 

From the INTERNATIONAL BUREAU 



PCT 



NOTIFICATION OF RECEIPT OF 
RECORD COPY 

(PCT Rule 24.2(a)) . 



To: 



HATTA, MIklo 

Dia Palace Nlbancho 

11-9, Nibancho 

Chiyoda-ku 

Tokyo 102-0084 

JAPON 



Date of mailing (day/month/year) 

14 August 2000(14.08.00) 



Applicant's or agent's file reference 
F2000-55-PCT 



IMPORTANT NOTIFICATION 



International application No. 
PCT/JPOO/04595 



The applicant is hereby notified that the International Bureau has received the record copy of the international application as 
detailed below. 

Nanrie(s) of the applicant(s) and State(s) for which they are applicants: 

FUJIMORI KOGYO CO., LTD. (for all designated States except US) 
SHiMA, Midori et al (for US) 
International filing date 10 July 2000 (10.07.00) 

Priority date(s) claimed 08 July 1 999 (08.07.99) 

02 February 2000 (02.02.00) 
10 February 2000 (10.02.00) 



Date of receipt of the record copy 
by the International Bureau 

List of designated Offices 



21 July 2000 (21.07.00) 




AP:GH,GM,KE,LS,MW,MZ,SD,SL,SZ,TZ,UG,ZW 
EA :AM,AZ,BY,KG,KZ,MD,RU,TJ,TM 

EP:AT,BE,CH,CY,DE,DK,ES,FI,FR,GB,GRJE,IT,LU,MC,NL,PT,SE 
OA :BF,BJ,CF,CG,CI,CM,GA,GN,GW,ML,MR,NE,SN,TD,TG 

National :AE,AG,AL,AM,AT,AU,AZ,BA,BB,BG,BR,BY,BZ,CA,CH,CN,CR,CU,CZ,DE,DK,DM,DZ,EE, 

ES,FI,GB,GD,GE,GH,GM,HR,HU,ID,IL,IN,IS,JP,KE,KG,KP,KR,KZ,LC,LK,LR,LS,LT,LU,LV,MA, 

MD,MG,MK,MN,MW,MX,MZ,NO,NZ,PL,PT,RO,RU,SD,SE,SG,SI,SK,SL,TJ,TM,TR,TT,TZ,UA,UG,US, 

UZ,VN,YU,ZA,ZW 





Authorized officer: 


The International Bureau of WlPO 




34, chemin des Colombettes 


Susumu Kubj>/!^^y/ ^^"^ 


121 1 Geneva 20, Switzerland 




Facsimile No. (41-22)740.14.35 


Telephone No. (41-22)338.83.38 
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Continuation of Form PCT/lB/301 
NOTIFICATION OF RECEIIT OF RECORD COPY 



Date of mailing (day/month/year) 

14 August 2000 (UiOS.OO) 


IMPORTANT NOTIFICATION 


Applicant's or agent's file reference 
F20aO-55-PCT 


International application No. 
PCT/JPOO/04595 



ATTENTION 

The applicant should carefully check the data appearing in this Notification. In case of any discrepancy between these data 
and the indications in the international application, the applicant should immediately inform the International Bureau. 

in addition, the applicant's attention is drawn to the information contained in the Annex, relating to: 
I X[ time limits for entry into the national phase 
I I confirmation of precautionary designations 
I X I requirements regarding priority documents 
A copy of this Notification is being sent to the receiving Office and to the InternationalSearching Authority. 
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ANNE) O F 



CT/iB/301 



Inte'^^^nal application No. 

PCT/J POO/04595 



INFORMATION ON TIME LIMITS FOR ENTERING THE NATIONAL PHASE 



The applicant is reminded that the "national phase" must be entered before each of the designated Offices indicated in the 
Notification of Receipt of Record Copy (Form PCT/IB/301) by paying national fees and furnishing translations, as prescribed by 
the applicable national laws. 

The time limit for performing these procedural acts is 20 MONTHS from the priority date or, for those designated States 
which the applicant elects in a demand for international preliminary examination or in a later election, 30 MONTHS from the 
priority date, provided that the election is made before the expiration of 19 months from the priority date. Some designated (or 
elected) Offices have fixed time limits which expire even later than 20 or 30 months from the priority date. In other Offices an 
extension of time or grace period, in some cases upon payment of an additional fee, is available. 

In addition to these procedural acts, the applicant may also have to comply with other special requirements applicable in 
certain Offices. It is the applicant's responsibility to ensure that the necessary steps to enter the national phase are taken in a 
timely fashion. Most designated Offices do not issue reminders to applicants in connection with the entry into the national 
phase. 



For detailed information about the procedural acts to be performed to enter the national phase before each designated 
Office, the applicable time limits and possible extensions of time or grace periods, and any other requirements, see the relevant 
Chapters of Volume II of the PCT Applicant's Guide. Information about the requirements for filing a demand for international 
preliminary examination is set out in Chapter IX of Volume 1 of the PCT Applicant's Guide. 



GRand ES became bound by PCT Chapter II on 7 September 1996 and 6 September 1997, respectively, and may, therefore, 
be elected in a demand or a later election filed on or after 7 September 1996 and 6 September 1997, respectively, regardless of 
the filing date of the international application. (See second paragraph above.) 

Note that only an applicant who Is a national or resident of a PCT Contracting State which is bound by Chapter II has 
the right to file a demand for international preliminary examination. 



CONFIRMATION OF PRECAUTIONARY DESIGNATIONS 

This notification lists only specific designations made under Rule 4.9(a) in the request. It is Important to check that these 
designations are correct. Errors in designations can be corrected where precautionary designations have been made under 
Rule 4.9(b). The applicant is hereby reminded that any precautionary designations may be confirmed according to Rule 4.9(c) 
before the expiration of 15 months from the priority date. If it is not confirmed, it will automatically be regarded as withdrawn 
by the applicant. There will be no reminder and no invitation. Confirmation of a designation consists of the filing of a notice 
specifying the designated State concerned (with an indication of the kind of protection or treatment desired) and the payment 
of the designation and confirmation fees. Confirmation must reach the receiving Office within the 15-month time limit. 



REQUIREMENTS REGARDING PRIORITY DOCUMENTS 

For applicants who have not yet complied with the requirements regarding priority documents, the following Is recalled. 

Where the priority of an earlier national, regional or international application is claimed, the applicant must submit a copy 
of the said earlier application, certified by the authority with which it was filed ("the priority document") to the receiving Office 
(which will transmit it to the Internationa! Bureau) or directly to the International Bureau, before the expiration of 16 months from 
the priority date, provided that any such priority document may still be submitted to the International Bureau before that date of 
international publication of the international application, in which case that document will be considered to have been received 
by the International Bureau on the last day of the 1 6-month time limit (Rule 1 7.1 (a)). 

Where the priority document is issued by the receiving Office, the applicant may, instead of submitting the priority 
document, request the receiving Office to prepare and transmit the priority document to the International Bureau. Such request 
must be made before the expiration of the 1 6-month time limit and may be subjected by the receiving Office to the payment 
ofa fee (Rule 17.1(b)). 

If the priority document concerned is not submitted to the International Bureau or if the request to the receiving Office 
to prepare and transmit the priority document has not been made (and the corresponding fee, if any, paid) within the applicable 
time limit indicated under the preceding paragraphs, any designated State may disregard the priority claim, provided that no 
designated Office may disregard the priority claim concerned before giving the applicant an opportunity to furnish the priority 
document within a time limit which is reasonable under the circumstances. 

Where several priorities are claimed, the priority date to be considered for the purposes of computing the 1 6-month time 
limit is the filing date of the earliest application whose priority is claimed. 
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PATENT COOPERATI<]N TREATY 



From the 

lOTERN ATION AL PRELIMINARY EXAMININO AUTHORITY 



To: 



Mr. Mikio Hatta 

Dia Palace Nibancho, 11-9, Nibancho, 
Chiyoda^ku, Tokyo 102-0084 



PCX 



RECEIVED 

APR 2 9 2002 

TECH CENTER 1600/2900 

WRITTEN OPINION 
(PCTRule66) 



Date of mt^ling 

(dc^mMWyear) 13.02.01 (February 13. 2001)) 



Applicant's or agent*s file reference 
F 2000.55-PCT 



REPLY DUE within 2 month 

from the above date of mailing 



International application No. 
PCT/JPOO/04595 



International 6ling date (day/month/year) 
10.07,00 (July 10, 2000) 



Priority dale (day/montWyear) 

08.07.99 (July 8, 1999) 



International Patent Classification (IPC) or both national classificati(»i and IPC? 
Int.Cl^ A61K45/00, 38/36, A61P7/02, 7/04, 1/00, 43/00 



Applicant 

FUJIMORI KOGYO CO., LTD. 



I . This written opinion is the first 



(first, etc.) drawn by this IntemationaJ Preliminary Examining Authority. 



2. This opimon contains indications relating to the fol lowing items: 
I Basis of the report 

II Q Priority 

III 1^ Non-establishment of opinion with regard to novelty, inventive step and industrial applicability 

IV I [ Lack of unity of invention 

V 1^ Reasoned statement under Rule 66.2(a)Cii) with regard to novelty, inventive step or industrial applicability; 

citations and explanations supporting such statement 

VI Certain documents dted 

Vn Certdn defects in the international application 
vni rs?l Certain observations on the international application 



3. The applicant is hereby invited to reply to this opimon. 

When? See the time limit indicated above. The applicant may, before the expiration of that time limit, request this Authority 

to grant an extension, see Rtile 66.2(cQ. 
How? By submitting a written reply, accompanied, where appropriate, by amendments, according to Rule 66.3. 

For the form and the language of the amendments, sec Rules 66.S and 66,9. 
Also For an additional opportunity to submit amendments, see Rule 66.4, 

For the examiner's obligation to consider amendments and/ or arguments, see Rule 66.46/4. 

For an informal conununication with the examiner, see Rule 66.6. 
If no reply Is filed, the mtemational prdiminary examination report will be established on the basis of this opira'on. 

4. The final date by which the international preliminary 
examination report must be established according to Rule 69.2 b: 



08.11.01 (November 8, 2001) 



Name and mailing address of the IPEA/ JP 


Authorized officer 


4-3, Kasumigasekl 3-Ghome. Chiyoda-ku, 


Yutaka Shinryii (4C 9639) 


Tokyo 100-8915 


Facsimile No. . . . 


TcleohoncNo. 03-3581-1101 (3452) 
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WRITTEN OPINION 



International plication No. 
PCT/JPOO/04595 



I. Basis of the opinion 



1 . With regard to the elements of the international application:* 
the international application as originally filed 

I I the description: 



, as originally filed 
, filed with the demand 



pages 



I I thedaims: 
pages 

pages 

pages 

pages 



, filed with the letter of 



, as ori^nally filed 

, as amended (together with any statement) under article 1 9 

, filed with the demand 



I I the drawings; 
page* 



» filed with the letter of 



, as originally filed 
, filed with the demand 



pages 



.filed with the letter of 



I I the sequence listing part of the description: 
pages 

PWS : 

pages 



, as originally filed 
, filed with the demand 



, filed with the letter of 



2. With regard to the language, all the elements marked above were available or furnished to this Authority in the language in which 
the international application was filed, unless otherwise indicated under this item. 

These elements were available or furnished to this Authority In the following language whidi is: 

I [ the language of a translation fiimishcd for the purposes of international scardi (under Rule 23. 1 (b)). 
I I the language of publication of the international application (under Rule 48.3(b)). 

I — ] the language of the translation fiimished for the purposes of international preliminaiy. examination (under Rules 55.2 and/ 
^ or 55.31. 

3. With regard to any nucleotide and/or amino acid sequence disclosed in the International application, the written opinion \vas 
drawn on the basis of the sequence listing: 

I I contained in the international application in printed form, 

I I filed together with the international application in computer readable form. 

fiimishcd subsequently to this Authority in written foim. 
P~| furnished subsequently to this Authority in computer readable form. 

□ The statement that the subsequently furnished written sequence listing does not go beyond the disclosure in the 
international aDplication as filed has been fiimished. . i> > l 

□ The statement that the Information recorded in computer readable fiwm is identical to the written sequence hsimg has 
been furnished. 

4. Q The amendments have resulted in the cancellation of: 
I I the description, pages 

I I the claims, Nos. . ^ 

[ I the draw'ings, sheet/fig 



- I — I This opinion has been drawn as if (some of) the amendments had not been made, since they have been considered to go 
I — t beyond the disclosure as filed, as indicated in the Supplemental Box (Rule 70,2 (c)). 

♦ Replacement sheets which have been JurrUshed to the receiving C^ce in response to an imittaion under Article 14 are referred to 
in tHs opinion as "orlginiJfyJiled" 
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V. Reasoned statement andcr Rule 66^(a)(ti) with regard to novelty, inventive step or indnstrial applicability; 
citations and explanations supporting such statement 



1. Statement 

Novelty (N) 

Inventive step (IS) 



Claims 
Claims 

Claims 
Claims 



3, 7 - 13 



1, 2,4-6 



1-13 



Industrial applicability (lA) Cldms 

Cl^ms 



1-13 



YES 
NO 

YES 
NO 

YES 
NO 



2. Citations and explanations 

(1) Suidan, Hana S., et al . , "The serine protease granzyme A does 
not induce platelet aggregation but inhibits responses triggered 
by thrombin" Biochem. J., 1996, Vol.315, No. 3, p. 939-945 

(2) Olson, Steven T., et al., "Role of the catalytic serine in the 
interaction of serine proteinases with protein inhibitors of 
the serpin family. Contribution of a covalent interaction to 
the binding energy of serpin-proteinase complex" , J. Biol . Chem. 
1995, Vol.270, No. 50, p. 30007-17 

(3) Hrmon J.T. and Jamieson G.A,, "Activation of platelets by 
alpha-thrombin is a receptor-mediated event. 
D-phenylalanyl-L-propylyl-L-arginine chloromethyl 
ketone-thrombin, but not N alpha-tosyl-L-lysine chloromethyl 
ketone-thrombin, binds to the high affinity thrombin receptor" , 
J. Biol. Chem., 1986, Vol.261, No. 34, p. 15928-33 

(4) AshtonR.W. andScheragaH.A. , "Preparation and characterization 
of anhydrothrombin" , Biochemistry, 1995, Vol.34, No. 19, 
p. 6454-63 

(5) Tomono, T. , "Preparation of anhydrothrombin and its interaction 
with plasma antithrombin III", Nippon Ketsueki Gakkai Zasshi 
(Acta Haematologica Japonica), 1986, Vol.49, No. 4, p. 969-79 

(6) EP, 882789, A2 (Fujimori Kogyo Co., Ltd.), 09 December, 1998, 

Full text 

(7) Pei G. etal., "Expression, isolation, and characterization of 

an active site (serine 528 alanine ) mutant of recombinant 

bovine prothrombin", J. Biol. Chem., 1991, Vol.266, No. 15, 
p. 9598-9640 
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VIII. Certain observations on the international application 



The opinions about the clarity of the scope of claim for patent, 
the specification, and the drawing or about the sufficiency of 
substantiation of the scope . of claim for patent by the specification 
will be given below. 

1. Claims 1 - 3 in the scope of claim for patent: These claims 
recite absolutely no concrete case of producing serine protease having 
an amino acid thereof substituted, added, or depleted by the gene 
manipulation and fail to substantiate ( 1 ) the fact that the manipulation 
is practicable in all the serine protease and (2) the fact that the 
serine protease mutants produced by the manipulation manifest the same 
repressing effect as the serine proteases which have undergone a chemical 
operation. 

2. Claims 1, 2, and 4 - 13 in the scope of claim for patent: It 
is doubtful whether or not the effectiveness of the method of chemical 
modification recited in the specification of the subject patent 
application is sufficiently substantiated for all the serine proteases. 
The reason for this doubt is that the serine proteases have in common 
the fact that they have a serine residue at their active centers and 
that since the serine proteases are individually different in the 
structure of serine protease in the proximity of an active site except 
the residue mentioned above, the reagent used in the method of operation 
disclosed in the subject patent application cannot be recognized to 
be effective in all the cases conceivable. 

Further ,. because the serine residue at the active center contributes 
to bind a serine protease to the substrate thereof , it does not necessarily 
follow that a protein devoid of this component is bound to the substrate. 
The condition for success in this bonding depends on the structure of 
the active center except the serine residue, and the condition varies 
from one to another of these serine proteases . From this point of view, 
the specification is not recognized to substantiate fully the capability 
of all the serine protease modified proteins to control the original 
serine proteases . 

3. Claims 10 - 13 in the scope of claim for patent: These claims 
concern inventions which consist in using serine protease inhibitors 
recited in claims 1 - 9 . Expected effects, however, are not accomplished 
unless specific serine protease inhibitors befitting individual 
therapeutic purposes are used. For example, the act of preparing an 
antithrombic agent by using an agent for inhibiting a digestive enzyme 
contradicts the common technical knowledge. Thus, the descriptions of 
the relevant claims in the scope of claim for patent lack technical 
accuracy or sufficient substantiation. 
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Extra sheet 

Continuation of Box V 

(8) Nikkei Bio Tech ed., "Nikkei. Bio Saishin Yougo Jiten, the 4"^ 
printing", Nikkei BP KK, 1995, page 379, "Serine protease" (See 
the description stating that serine protease contains a digestive 
enzyme, and enzymes having blood coagulation and thrombus lytic 

action.) . ^ „^ ^- « 

( 9 ) Goodman & Oilman ' s "The Pharmacological Basis of Therapeutics , 
Ninth Ed., McGraw-Hill, p. 1341-1359 

Explanation: 

The fact that such anhydridized serine proteases as Granzyme A 
which is a serine protease and anhydrothrombin compete with serine 
protease for an inhibitor to be bound to a substrate or an active center 
is disclosed in Cited References 1 - 5 . 

Thus, Claims 1,2, and 4 - 6 in the scope of claim for patent lack 
novelty . 

It is described in Cited References 1 and 3 that the coagulation 
of blood platelets is also repressed because the thrombin is competitively 
repressed. The fact that the formation of thrombus is consequently 
repressed, therefore, is universally known. 

Further, the fact that in serine proteases such as thrombin, a 
digestive enzyme or an enzyme such as activated blood coagulation factor 
VII which possesses the activity of coagulating blood or dissolving 
thrombus is present and that the effect that inhibiting coagulation 
of blood is obtained by repressing such enzyme is widely known by persons 
of ordinary skill in the art (Cited References 8 and 9). 

The idea of trying to use an anhydridized serine protease as a 
serine protease inhibitor in agents for resisting thrombus and in agents 
for curing disseminated intravascular coagulation, therefore, is a 
matter self-evident to persons of ordinary skill in the art. Further, 
the idea of combining several such serine protease inhibitors is such 
that it is commonly practiced by persons of ordinary skill in the art. 

Thus, the inventions recited in claims 9 - 13 in the scope of claim 
for patent possess no inventive step. 

The idea of adopting the method disclosed in Cited Reference 6 
which is a similar method for anhydridization to the method of the subject 
patent application as a technique for modifying the serine residue of 
the active center of serine protease is self-evident to persons of ordinary 
skill in the art. Further, since the method resorting to gene 
manipulation has been well known (Cited Reference 7 ) , the idea of adopting 
this method is also a matter self-evident to persons of ordinary skill 
in the art. 

Thus, the inventions recited in claims 3, 7, and 8 m the scope 
of claim for patent are destitute of inventive step. 

For the reasons given above, it is concluded that the inventions 
recited in claims 1 - 13 in the scope of claim for patent possess no 
inventive step. . 

The inventions recited in claims 1 - 13 in the scope of claim for 
patent possess industrial practicability - 
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INTERNATIONAL PRELIMINARY EXAMINATION REPORT 



Intemattonal application No. 
PCT/JPOO/04595 



I. Bash or the report 



1. With regard to the elenents of the international application:* 
^ the international application as originally filed 
I I the description: 

pages . as originally filed 

pages • • ' ■ ■ ' filed with the demand 

pages " ■•• ' ' ' ' , filed with the letter of 

I I the claims: 

pages ; , as originally filed 

pages . as amended (together with any statement under Article 1 9 

. pages . filed with the demand 

pages , filed with the tetter of 

I I the drawings: 

pages • ^ originally filed 
p3gcs , filed with the demand 
pages . . filed with the letter of 

\^ the sequence listing pan of the description: 

pages • *s originally filed 

pages filed with the demand 

pages , filed with the letter of 

2. With regard to the language, all the elements marked above were available or furnished to this Authority in the language in which 
the international application was filed, unless otherwise indicated under this item. 

These elements were available or furnished to this Authority in the following language ^ .which is: 

the language of a translation furnished for the purposes of international search (under Rule 23.1(b)). 
the language of publication of the international application (under Rule 48.3(b)). 
I ihe language of the translation furnished for the purposes of international preliminary examination (under Rule 55.2 and/ 
or 55.3). 

3. With regard to any nucleotide and/or amino acid sequence disclosed in the international application^ the international 
preliminary examination was carried out on the basis of the sequence listing: 

I contained in the international application in written form. 

I filed together with the international application in computer readable form. 

I furnished subsequently to this Authority in written form. 

I furnished subsequently to this Authority in computer readable form. 

I The statement that the subsequently furnished written sequence listing does not go beyond the disclosure in ihc 
international application as filed has been furnished. 
[ I The statement that the information recorded in computer readable form is identical to the written sequence listing has 
been furnished. 

I I The amendments have resulted in the cancellation of: 

( I the description, pages 

I I the claims, Nos. 

I I the drawings, sheets/fig 



I — 1 This report has been established as if (some oO the amendmcnis had not been made, since they have been considered to go 
' — ' beyond the disclosure as filed, as indicated in the Supplemental Box (Rule 70.2(c)).** 

♦ Replacement sheets which have been furnished to the receiving Office in response to an invitation under Article 14 are referred to 
in this report as "originally filed" and are not annexed to this report since they do not contain amendments (Rule 70. 16 
and 70.17). 

**Any replacement sheet containing such amendments must be referred to under item / and annexed to this report. 
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V. Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations supporting such statement 



1. Statement 

Novelty (N) Claims 3, 7 - 13 YES 

Claims 1,2,4-6 ; NO 

Inventive step (IS) Claims ' ^ YES 

Claims 1-13 NO 

Industrial applicability (lA) Claims 1 - 13 YES 

Claims NO 



2. Citations and explanations 



(1) Suidan, Hana S., et al., "The serine protease granzyme A does 
not induce platelet aggregation but inhibits responses triggered 
by thrombin" Biochem. J., 1996, Vol.315, No. 3, p. 939-945 

(2) Olson, Steven T., et al., "Role of the catalytic serine in the 
interaction of serine proteinases with protein inhibitors of 
the serpin family. Contribution of a covalent interaction to 
the binding energy of serpin-proteinase complex" , J. Biol . Chem. 
1995, Vol.270, No. 50, p. 30007-17 

(3) Hrmon J.T. and Jamieson G.A. , "Activation of platelets by 
alpha-thrombin is a receptor-mediated event . 
D-phenylalanyl-L-propylyl-li-arginine chloromethyl 
ketone-thrombin, but not N alpha-tosyl-L- lysine chloromethyl 
ketone-thrombin, binds to the high affinity thrombin receptor" , 
J. Biol. Chem., 1986, Vol.261, No. 34, p. 15928-33 

(4) AshtonR.W. andScheragaH.A., "Preparation and characterization 
of anhydrothrombin" , Biochemistry, 1995, Vol.34, No. 19, 
p. 6454-63 

(5) Tomono, T. , "Preparation of anhydrothrombin and its interaction 
with plasma antithrombin III", Nippon Ketsueki Gakkai Zasshi 
(Acta Haematologica Japonica), 1986, Vol.49, No. 4, p. 969-79 

(6) EP, 882789, A2 (Fujimori Kogyo Co., Ltd.), 09 December, 1998, 
Full text 

(7) Pei G. etal., "Expression, isolation, and characterization of 

an active site (serine 528 alanine) mutant of recombinant 

bovine prothrombin", J. Biol. Chem., 1991, Vol.266, No. 15, 
p. 9598-9640 ^ 

(8) Nikkei Bio Tech ed., "Nikkei Bio Saishin Yougo Jiten, the 4 
printing", Nikkei BP KK, 1995, page 379, "Serine protease" (See 
the description stating that serine protease contains a digestive 
enzyme, and enzymes having blood coagulation and thrombus lytic 
action . ) 

( 9 ) Goodman & Oilman ' s "The Pharmacological Basis of Therapeutics" , 
Ninth Ed., McGraw-Hill, p. 1341-1359 
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VIII. Certain observations on tlie International application 



The opinions about the clarity of the scope of claim for patent, 
the specification, and the drawing or about the sufficiency of 
substantiation of the scope of claim for patent by the specification 
will be given below. 

1. Claims 1 - 3 in the scope of claim for patent: These claims 
recite absolutely no concrete case of producing serine protease having 
an amino acid thereof substituted, added, or depleted by the gene 
manipulation and fail to substantiate ( 1 ) the fact that the manipulation 
is practicable in all the serine protease and (2) the fact that the 
serine protease mutants produced by the manipulation manifest the same 
repressing effect as the serine proteases which have undergone a chemical 
operation. 

2. Claims 1, 2, and 4 - 13 in the scope of claim for patent: It 
is doubtful whether or not the effectiveness of the method of chemical 
modification recited in the specification of the subject patent 
application is sufficiently substantiated for all the serine proteases. 
The reason for this doubt is that the serine proteases have in common 
the fact that they have a serine residue at their active centers and 
that since the serine proteases are individually different in the 
structure of serine protease in the proximity of an active site except 
the residue mentioned above, the reagent used in the method of operation 
disclosed in the subject patent application cannot be recognized to 
be effective in all the cases conceivable. 

Further , because the serine residue at the active center contributes 
to bind a serine protease to the substrate thereof , it does not necessarily 
follow that a protein devoid of this component is bound to the substrate. 
The condition for success in this bonding depends on the structure of 
the active center except the serine residue, and the condition varies 
from one to another of these serine proteases . From this point of view, 
the specification is not recognized to substantiate fully the capability 
of all the serine protease modified proteins to control the original 
serine proteases . 

3. Claims 10 - 13 in the scope of claim for patent: These claims 
concern inventions which consist in using serine protease inhibitors 
recited in claims 1 - 9 . Expected effects, however, are not accomplished 
unless specific serine protease inhibitors befitting individual 
therapeutic purposes are used. For example, the act of preparing an 
antithrombic agent by using an agent for inhibiting a digestive enzyme 
contradicts the common technical knowledge. Thus, the descriptions of 
the relevant claims in the scope of claim for patent lack technical 
accuracy or sufficient substantiation. 
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Extra sheet 



Continuation of Box V 
Explanation : 

The fact that such anhydridized serine proteases as Granzyme A 
which is a serine protease and anhydrothrombin compete with serine 
protease for an inhibitor to be bound to a substrate or an active center 
is disclosed in Cited References 1-5. 

Thus, Claims 1, 2, and 4 - 6 in the scope of claim for patent lack 
novelty . 

It is described in Cited References 1 and 3 that the coagulation 
of bloodplatelets is also repressed because the thrombin is competitively 
repressed. The fact that the formation of thrombus is consequently 
repressed, therefore, is universally known. 

Further, the fact that in serine proteases such as thrombin, a 
digestive enzyme or an enzyme such as activated blood coagulation factor 
VII which possesses the activity of coagulating blood or dissolving 
thrombus is present and that the effect that inhibiting coagulation 
of blood is obtained by repressing such enzyme is widely known by persons 
of ordinary skill in the art (Cited References 8 and 9). 

The idea of trying to use an anhydridized serine protease as a 
serine protease inhibitor in agents for resisting thrombus and in agents 
for curing disseminated intravascular coagulation, therefore, is a 
matter self-evident to persons of ordinary skill in the art. Further, 
the idea of combining several such serine protease inhibitors is such 
that it is commonly practiced by persons of ordinary skill in the art. 

Thus, the inventions recited in claims 9 - 13 in the scope of claim 
for patent possess no inventive step. 

The idea of adopting the method disclosed in Cited Reference 6 
which is a similar method for anhydridization to the method of the subject 
patent application as a technique for modifying the serine residue of 
the active center of serine protease is self-evident to persons of ordinary 
skill in the art. Further, since the method resorting to gene 
manipulation has been well known ( Cited Reference 7 ) , the idea of adopting 
this method is also a matter self-evident to persons of ordinary skill 
in the art. 

Thus, the inventions recited in claims 3, 7, and 8 in the scope 
of claim for patent are destitute of inventive step. 

For the reasons given above, it is concluded that the inventions 
recited in claims 1 - 13 in the scope of claim for patent possess no 
inventive step. 

The inventions recited in claims 1 - 13 in the scope of claim for 
patent possess industrial practicability. 
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International application No. 

PCT/JPOO/04595 



I. Basis of the report 



1. With regard to the elements of the international application:* 
the international application as originally filed 
the description: 

pages 

pages 

pages ^ ^ 



□ 



, as originally filed 



, filed with the demand 



, filed with the letter of 



□ 



the claims: 

pages 

pages 

pages 

pages 



, as originally filed 

, as amended (together with any statement under Article 19 

, filed with the demand 



_, filed with the letter of 



□ 



the drawings: 

pages 

pages 

pages 



, as originally filed 
, filed with the demand 



, filed with the letter of 



I I the sequence listing part of the description: 

pages „ 

pages 

pages 



, as originally filed 

_ , filed with the demand 



filed with the letter of 



2 With regard to the language, all the elements marked above were available or furnished to this Authority in the language in which 
' the international application was filed, unless otherwise '".^'cate^ under thi^^^ ^^.^^ 

These elements were available or fiimished to this Authority in the fotlowmg language 

□ the language of a translation furnished for the purposes of international search (under Rule 23.1(b)). 
r~| the language of publication of the international application (under Rule 48.3(b)). 

□ the language of the translation furnished for the purposes of international preliminary examination (under Rule 55.2 and/ 
or 55.3). 

3 With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the international 
' ■ preliminar>' examination was carried out on the basis of the sequence listmg: 

I I contained in the international application in written form. 

I I filed together with the international application in computer readable form. 

I I furnished subsequently to this Authorit>' in written form. 

I I furnished subsequently to this Authority in computer readable form. 

□ The statement that the subsequently fiimished written sequence listing does not go beyond the disclosure in the 
international application as filed has been furnished. 

□ The statement that the information recorded in computer readable form is identical to the written sequence listing has 
been fiimished. 

I 4. HD The amendments have resulted in the cancellation of: 

I I the description, pages . 

1 I the claims, Nos. . 

I I the drawings, sheets/fig . 



(-1 This report has been established as if (some oO the amendments had no. been made since they have been considered to go 
1 5. 1_J ^yond the disclosure as filed, as indicated in the Supplemental Box (Rule 70.2(c)). 

I and70.}7). ^ 
♦* Any replacement sheet containing such amendments must be referred to under item I and annexed to th.s report. 
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|v. Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
I citations and explanations supporting such statement 



1 1. Statement 

Novelty (N) 

Inventive step (IS) 
Industrial applicability (lA) 



Claims 
Claims 

Claims 
Claims 

Claims 
Claims 



3, 7-13 



1, 2, 4-6 



1-13 



1-13 



I 2. Citations and explanations 

Document 1: Hana S. Suidan et al., "The serine protease 
granzyme A does not induce platelet 
aggregation but inhibits responses triggered 
by thrombin", Biochem. J., 1996, Vol. 315, 
pp. 939-945 

Document 2: Steven S. Olson et al., "Role of the 

catalytic serine in the interactions of 
serine proteases with protein inhibitors of 
the serpin family. Contribution of a covalent 
interaction to the binding energy of serpin- 
proteinase complexes", J. Biol. Chem. , 1995, 
Vol. 270, No. 50, pp. 30007-15 
Document 3: J. T. Harmon, G. A. Jamieson, "Activation of 
platelets by alpha-thrombin is a receptor- 
mediated event. D-phenylalanine-L-prolyl-L- 
arginine chloromethyl ketone-thrombin, but 
not N alpha-tosyl-L-lysine chloromethyl 
ketone-thrombin, binds to the high affinity 
thrombin receptor", J. Biol. Chem. , 1986, 
Vol. 261, No. 34, pp. 15928-33 
Document 4: R. W. Ashton, H. A. Scheraga, "Preparation 
and characterization of anhydrothrombin" , 
Biochemistry, 1995, Vol. 34, No. 19, pp. 

6454-63 
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• Document 5: 


T. Tomono, "Preparation of 


anhydrothrombin 




and its interaction with plasma antithrombin 




III", Nippon Ketsueki Gakkai Zasshi (Acta 




Haematological Japonica) , 1986, Vol. 49, No. 




4, pp. 969-79 




Document 6 : 


EP, 882789, A2 (Fujimori Kogyo Co., Ltd.), 9 




December 1998 (09.12.88) 




Document 7 : 


G. Pei et al., "Expression, 


isolation and 



Document 8 : 



259 alanine) mutant of recombinant bovine 

prothrombin", J. Biol. Chem. , 1991, Vol. 266, 
No. 15, pp. 9598-9604 

Nikkei Biotech (editor), "Nikkei Baio Saishin 
Yougo Jitten. Dai 4 han" [Nikkei Dictionary 
of Recent Biotechnology Terminology, 4th 
edition"], Nikkei BP, 1995, page 379 "Serin 
puroteaase" [Serine protease] 
Document 9: Goodman & Gilman's "The Pharmacological Basis 
of Therapeutics" 9th Ed., McGraw-Hill, pp. 
1341-1359 



Explanation : 

Documents 1-5 disclose competition as the mechanism 
of the serine protease granzyme A or serine protease 
anhydro derivatives such as anhydrothrombin as inhibitors 
in binding between serine protease and its substrate or 
binding to the active centre. 

Therefore, Claims 1, 2 and 4-6 are not novel. 

Documents 1 and 3 disclose suppression of platelet 
aggregation by competitive inhibition of thrombin, and it 
is known that this can suppress thrombus production. 

It is also well known within the art that serine 
proteases such as thrombin include digestive enzymes or 
enzymes such as activated blood clotting factor VII which 
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have 'blood clotting or thrombolytic activity, and that an 
effect such as suppression of blood clotting can be 
obtained by inhibition thereof (Documents 8 and 9) . 

Therefore, investigation of anhydro derivatives of 
serine protease as serine protease inhibitors for 
applications such as antithrombotics and agents for 
treating disseminated intravascular coagulation is obvious 
to a person skilled in the art. Combination of a plurality 
of these serine proteases is also routine practice in the 
art . 

Therefore the inventions set forth in Claims 9-13 do 
not involve an inventive step. 

Adoption of the procedure disclosed in Document 6, 
which is the same procedure of anhydro modification as in 
the present application, as a technique for modifying the 
serine residue at the active centre of a serine protease 
is obvious to a person skilled in the art. Moreover, 
methods for genetic manipulation are also known (Document 
7), and adoption thereof is obvious to a person skilled in 
the art. 

Therefore, the inventions set forth in Claims 3, 7 
and 8 involve an inventive step. 

From the above, the inventions set forth in Claims 
1-13 do not involve an inventive step. 

. The inventions set forth in Claims 1-13 are 
industrially applicable. 
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VIII. Certain observations on the international application 



The following observations on the claritj- of the claims, description, and drawings or on the question whether the claims are fully 
supported by the description, are made: 

1. Claims 1-3: No example is presented of use of gene 
manipulation to produce serine proteases with amino acid 
substitution, addition or deletion, and there is no 
support for (1) the inference that it is possible to use 
such manipulation for all serine proteases, and (2) the 
inference that serine protease mutants produced by such 
manipulation offer the same inhibition as chemically 
manipulated serine protease. 

2. Claims 1, 2 and 4-13: It is questionable whether 
there is full support for the efficacy of the method for 
chemical modification indicated in the description for all 
serine proteases. This is because the only feature in 
common to serine proteases is the presence of a serine 
residue at the active site, and the structure around the 
active site other than said residue(s), is different for 
each serine protease, and the reagents used in the 
procedure disclosed in the present application are not 
effective in every case. 

Moreover, the serine residue in the active centre 
contributes to binding between the serine protease and the 
substrate thereof; therefore, deletion thereof will 
inevitably restrict the binding of the protein with its 
substrate; the conditions for this depend on the structure 
of the active centre other than said serine residue, which 
differs between different serine proteases. Given this, 
the description does not fully support the inference that 
all modified serine protease proteins can inhibit the 
initial serine protease. 

3. Claims 10-13: These claims relate to inventions 
using serine protease inhibitors described in Claims 1-9; 
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nil. Certain observations on the international application 



however, for each of the respective clinical purposes a 
specified serine protease inhibitor must be used in order 
to achieve the desired effect. Use of an inhibitor of a 
digestive enzyme as an antithrombotic agent, for example, 
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«S¥K S * S 2: t- 5 *» O -C S o 

I H-?x RBS^Rlfc bT 7 ai::^;!// U H (PMS 
F) 5fe€lfflbfe®^*0yKfc^'rSiB^-mJi. TIBSJiS^ (1) tbT 



wo 01/03740 
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1 0 



<p=o 



;h-ch2-oh 



PMSF 




PMS-FIIa 



(FII^ CD«S-fe'J>a 

(1) mixs 
ssgjffi* ^^fflS^J M«E * s * ® -e * s o 

•fbifii^SJ^Hm X H^^x tStt^biftttSJlS^ XI iSttibJfiirftM®^ XI 
SFs 2-7*— ;i'3:^>- 1 -:^;i/3f::::::;i'7;i/:t 'J ^^'>:^;w* 

20 r:;i/7;i/:tU p- h^l'3:>>^;i/;J^=.;i/ ( h i/;!/) 7 'J F & if CD 



i t 

\ 

wo 01/03740 PCT/JP00/(MS95 

1 1 

(JMT^ 3, 4-DCIi:4)lAd)x L-l-^DD-3 - [4-bi/ 
;i'ri' >-] - 7 -T^ y - 2 (WT. T L CKi:*) 
^^•5). L-l-i'PD-3-[4-h J^;i/7'i' H] - 4 -7 

feSV^^±*?)K:K* s Ca"^ M if© 'f S Staling 
JS!afig©fe©ip*P^^nfcJ^^^tST-$.oi:> ^ ^{cp H*^^fel^»■r 
5 J:dfc:*i«l^i:b-CpH 2- 1 0^ »SU<ttpH4~8Sg^-riiaS 

20 tbTii. 0a^K. ^}ymmmm. ^mi^mmm. mm^mimmm. h 



wo 01/03740 PCT«P00«4595 

1 2 

< {±4-4 O'Ccof^m-^^fo ^ tifim^ b^^o 

* J;-5 fcis gSffi-^-l' :t >«D^Sg5&^gS-r 5 Bfi^J■C• 
15 e>t::pHSS^fc:iffiJ$t- SJ;^{ciS«IRi:bTpH2~l 0, »$U< 
H:pH4~8S^•ri^®^at<fei0^fc4)©Tfei^K^V^o ci-5 UfeMS 

(2) ^2xg*J;tJf|g3xS 

7'^ = >a^K:2fiStfeU-Cx ±137' >t HD-fb-fe U > T'— B ^iSJg 
25 .U> ?>C:^pH1SJ^4»6 4'^4f>^5at::pHSSbTW^•r5St:^ )^ 



r r. 
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13 

ftSfr.^xg (^3Xg) :feJiifefi^^ *)<OT-fe-p-C. fi>*< i:*)lHlJi5lS 
t * i: 1- 2. 4) CD -e $> S c 

*-r. m 1 xs-eiBiSJ^«i*nfc-fe y >rD7^:?'--e^^^^fe^«$ 

m^^mmm. mmmmf&mm. hv::^mmi&. 

20 T;i'Zi-;i/*>it;f«I^J: t) j&sffipip ?>s«nT:& SiJ>:& < ia©-fb 



( ■ {■ • 

V 

wo 01/03740 PCT/JP0OyO4595 

1 4 

U D h— l h— D, L-XW-fh — 

d-t;i/ h u h— L->;i/ h u \-—)\>^ D, L-r;!/ h >J h — 

;V/> h U Ji^l^ U rj— b: U > U n — $^rDt:u>^^ 
U:3— 1, 3-r^U>i''Urj— ;^:t'<.>^;i/i'' U rj— ^ 

15 h— i'^>^'aiU h 'J h— ^l/x h U U h 'J h — hU^ 

1, 4-:?^^'>i;:t-;i/. 1,2, 4 > h y :t-;i/43 it^ i , 2, 
6 -'s^-y-> h y ;r— ;i'J&i:©#ffiT;i/ri— (IST^i/n — ;i'S^tf ) , 
^'y-fey >:7';i/7^b HS?:r=^rS^7''fe hU:*-— y h;i/D— 

20 oiyhD— X. T^bry— y:/D— y:;}^*— #s^d— 

tfe.jxSo c:nf>H:ia#SfeSU<H:2iHJl±*?g^bTfflv>Sc:i:AJ 
25 -e^So «:ip-C*x i^y-by>x J^^^l^V^^y n-;i/^'J;VS^3||J; d 



wo 01/03740 PCT/JP00/04S95 

1 5 

* < fc*> 1 atOib-^^tts mS2 3'Cs ffl^fffllS 5 0 %<Dm^TiZ^\,y 

SitT% ^«:C5t*-r5i«I^3E(*5 %W±s L < tt 1 5 %£t±T?fe S i 

±137' >t H o{b-fe U >rD7^7 — -^©SfJiKlffiffi^c jxSffit) u < H: 
15 3S:S'J>3&< lao^b-^^JiofifffltJ; D3gpH«^T-©r;i/A Uiffl 

Sje^i^l". r>t KD-fb-fe u ^t'pt'-t'— -KSH^fs ifl?j-cmira$ 

ioT. ±fB^<fe b< H:Pftt«»Kfc bTttx 0<I^Ks i^mi- h U 

25 mTy=E-^A, K^:^^y'^7A. iKi{*U'>Ax j^Kv^^-s^e^A. 

^il7'>^^>>A> ^^*;i/S/>>A. K^*^:^hU'>Ax ^^zK^* 



{■ ■ 

PCT/JPOO/04595 

1 6 

As u >Kzki8-± h y »> A. y <7a; u^ktk^-t 

i/^^t^As h U ^e'p* U '>A«c.i:£D|St;^^tg, > j:. 

>K:^^';'>As ^li/^* y As ^^3:>Kv^;^.$/t>A. 
5 jtjJl/i/'^As ^31 As h y •> As 7^^;!/^* 

y'^As y ^ jvm^i^^i^"^ J^-. As 7 

-»>As h y <7 As y 'J'As :3Mi7Kvi^;^S/ij7 

As n>'Ni'^3!3;i/5^'>As n^N^^T^^^e? As BP^:?-hy»>As 
K^y-^As WK*;i'5^e'As lf^v^;|^S/«> As BfKT>^:^'>A^ 

< a:2«Jy.±s^g•&b•r«v^si tA^-esso «c*»-??4)s ^ktc^^-Cs 

(35:^^blaB&<b•CSS^)©) -CfeSiS^^07';i/:^j y ^JSifi-^ftl^ffiJSs 
iH4«S?S«:ifASM*b<s *ft:65{c{±s ^M^b:^^y'^7As Jtg^b* y 

i>»M*b^^^:^^ASo 

20 $fcs ±l3m*) b< {iPttS«?KOjgif{is 0. 2MJil±s $fSb< 
SlT?feoT*s ±3*bfe^ffiT;i/=i-;i/i3<fcUf|IS<t ») S:5Sf5&»e>Stt 

25 itT?*Ds wii<Dia«*waiK:ig]K-e§So 



wo 01/03740 



wo 01/03740 PCT/JPO0/D459S 

1 7 

KD-fb-b U >rP7^T — -eSMit-r s) SJiBI^Op HAS 1 1 . 0 

£t±s J?*b<{ipHiisi 1. 0~1 3. 5cDl5Hi:&S«toK:. tjv 

4) L < ttiiSttSjgJS^^t^TT?) N SJiSS§S- 3 0~5 O'C. »*b< 
l±4~4 0 •CCD«6H*fiiJ#-r 5o ±f3pHi)* 1 1 . 0 5feSS©il-&fcl±x 

10 U fc btttx 0y;i«x TklS-fb:)- h U r> a. 2KK<h* U 

-3 0'C*Si©®-&fc:H:> SjiE;iS**«M-r 5mtH4*sfe t) b < * < . 

15 — 5 o'C^Mx-SJ^-^t^tts -b u >ro7^T— -fe'Asge^^i^gtt^ 

j;D7c©«^ izm^n^c mm^mi'^hvxt±. ^i,^ 

seisins 4) o-e Si <^ e^*4it»©:&as%*'jffl-r5ci:**T-t. m^a.^ 

Sit;-cfflofcJ;Pl»o^i«*ii"4^^^"C-#s) ti-cKSbx -30~5 
25 o•c©?a^lE«5la•c-^I^SfiiRr■rs;&a^ a«ft:J:DpH*4~i o© 



r r 

wo 01/03740 PCr/JPOO/04595 

1 8 

*^0JCD-fe U ^rDT^T — WSiJ^Jtt. S e r-P«lS)Ji^||S^t>«: < 

^T'D^^T— -If**— po]Kifct:ll3ibT{tffl bT^^S^^{c{±^ S e r 
- P iip ©J ^ M S 2 a Jit ± ^ 4) © T- o T 4) <t V ^ „ 

10 hD>tf>'H:. y -{ V I i i XII 

J—>f>. VIII H^s XIII H^x T-DT^-f > c fcx -^n^ 
nKd4. 4xlO-\ Kdl. 2xl0-«. Kd2. 8x10-'^ 
15 Kd8. 1 X 1 O-^T-ig^t- So tJeoTs ^^K. 

>x VI I IH?> XII IH^x roT^-f >CK:ig-&f tKJ;?) 



wo 01/03740 



1 9 
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HtviiH^x VII IH^^ I xH^©^s^^^bi^g^t^ Mt. xb 

VIIH^x VIIIH^. I XB?®rStt'fb**«B< 4»<0-efe5o Ufc 



wo 01/03740 PCT/JPOO/04595 

2 0 

©as©ifii'^tR^gi*Ra*fi£^^^* ^ * ^ ^ ^ * ^ ^ " 

#SMStF«l«!l©m-&l^tt?^t-S*)0®. 1 la^fe?) 1-100000 
mg^ J:?)»*b<l±l 0~50000mg. !Hf{c»Sb<B:l 0 0~ 

10 0 omg^ias^■r5©3i>»»* bv>o is-^ia^tt ib iwn^m^nr 

m^g*«ISIelK:dttt«:#bT4) J: <. Sfcx jKS©aii-^smciB 



wo 01/03740 PCT/JPO0yO4S95 

2 1 

M *) ±IB ©aiJ ^PJ © iS-^ S S o 

5 

1 

Cohn Paste III fi*® rSt4^bJto^£M@ll II (a - h d i^lf^) 
10 5. 2 1mgS5mM U>^iSffi?ft/0. IM NaCl/pH6. 5 
1 0 m 1 (c^^bfe^JgC:. 7 %7 31=.;!/^ ^ *n;v7;i':t 
ij F (PMS F) ^iJ'y— ;i/SM3 0>u IS 3 O^jS^til^iStS A* 1 % 
*Sgfc*-CJ0^5o JlOSfS^cO'Cfci^ail/s lMNaOH*0. 5 
miminb. 1 2^mKm-^^ko SJiS^3M NaC l^if«*5inl 

15 taTL. ^ici 9 g<Di^v^v>^lsa^tco 

V^^ pHS7. StCpSbx 4'C. 1 2 mfSUWhtdo '^(D^s 5 0m 
M h U :^JgKiSS5^/ 1 M NaCl/pH7. 5(c:3®«fb> *e>fc:5 
OmM h U^*geiS«?S/0. IM NaCl/pH7. SKjgtlfbfe 

^fc^Sl-fbUfc. 5 OmM h >;;^m^affi^S/o . IM N 

aC l/pH7. 5-C¥«'fbUfc'^>1f 5 i^^-fe^rD-X*^ Atc^ 

ftibfco iRiisaf^«-eT»ii«at^-^s^^K^^5t?^i'^ 5 OmM hu;^« 

25 ffiMIS/O. IMNaCl/O. 2 M ^tf 5 >/p H 7 . 5 fc 

iD^mufco :i0mm^ 5 OmM v ^} :^^i^mmm/ im Naci 



("' . i 
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/pH7. 5 ic J; »)S«f b'^i'lf ^ y t^ HD-fbiS14'fb 

jflllSJlHM II HT' (T>t h D>tr>) 2. 8mg^c^§fc<, 

Ilite0!i 2 

AJfillKSJfeiDTSttfblfillSSiBSI VII H^2 . 5mg*5mM U >K 
5 iS«?^/0. IM NaCl/pH6. 5 1 0 m 1 b fe^?SK:> 

7 %7 U K (PMSF) M^^—)]^m 

0°C{c}^Slbs IM NaOHSO. Sml^JPl/x 1.2^HSiiB$-& 
feo SlB^3M NaC l^mSSmliD^x ^ 5> t 1 9 g©^U-bU 
10 >S*n^fco 

pH&7. 8{c:iliSIU> 4'C. 1 2 I^P^«J% bfc o ^ O^. 5 0 m 
M b U>imKiSffi?S/ 1 M NaCl/pH7. 5t::2Wb^ ^^y:.^ 
OmM h 'J :^^^i^»?t/'0 . IM NaCl/pH7. SlCjSWbfe 
15 <Z)*x APMS FtCi; t)S#tSi4S^:^{^^iS'(bbfco C1©^M*5 0 
mM Y y^i^WLWimm/ 0 . 1M NaCl/pH7. S-C^lgfllbfc 

S^^C^fejtbs 50mM h U;^lSKi^ffi?ft/0. IM NaCl/0. 
2M ^>1f 5 J'^/pH 7 . StiiD^tHbfeo i®S«i*50mM 
20 h U 1 M NaCl/pH7. 5 DSW b'><>1f 5 

S^>*SSs*bN TV t. H D-fbatt"(bJfil?£jaa^ VII H^^S 1 . 2mglt 

t hJfiiaftfi3l5eDiSi4'fcJM?«im®^ IXH^4 . Omg^SmM 'J 
25 mmm/0. lMNaCl/pH6. 5 1 0 m 1 bfeJSK 7 % 

7x::l;l/^^;^y^;^7;i--;^7;^:^-'; H (PMSF) ;<^^-;i'^t£3 



wo 01/03740 PCT/JF00/04S95 

2 3 

0/4 1 * 3 0^*§K:i^tStt*f«0 . 1 %5fe8llcS:5*-c^iPUfeo 

0 'Cdi^S] b 1 M NaOH*0. 5inl^Jnb> 12^ 
SSJS£rv^-frfeo S/iS^SM N a C l^^S^ 5 m imiraUs $ t 1 9 

4'C-e 1 2RfKStSL/^ ^<D^5 0mM V ^) Ts^mMMm./ \U Na 
Cl/pH7. 5 4'C-e 1 2lNFP^S#f bfeo ^ e)t:*0^5 OmM 
hU^^^^«iS/0. IM NaCl/pH7. 5 4 'CT- 1 2 RpS2l 
Wbfco^s APMS F D^#S<4^fe^:feK:^?S'fbbfco c:©jif?S 
10 :&-!e©^50mM h U ::^igK*iSff«E/0 . lMNaCl/pH7. 5 
4 °CT¥^'ftibfc^>Xr W^y'^yrn — T.^ B *^ a Kl^Sttl bPl 
li»Jg-e^^C^^iR^^<fei5fe#a5 0 mM hUXJeM«M/0. 1 
M -t>X7aS^>/0. IM NaCl/pH7. S-e^tHUfco 

15 IXH^S*?)2. Imglifco 
ll%«»J 4 

t MfilS^fi^^TSiS-fbitoffiMHIl XH^ 3 . 2ing*5mM U >K 
IM NaCl/pH6. 5 1 0 m 1 fc:^«?bfe^t: 7 % 

7 air^;i/^^;i/::^;i/7*^;i/7;i/:^u F (PMSF) j< -Ji/^ffi 3 
20 0 a1S3 0^*>"§K:i^Stt*»0. 1 %*SI{c«;5*-e^flPbfeo 

C©tif^* 0'CC:?^aib 1 M NaOHSO. Sml^fiPbs 12^ 
laSliS^-e-fco EJfS^SM N aC Sml^inb. 1 9 

ctD^fflS IM b U::^mKiS«m/pH 7 SfflV^pH* SfcPSbx 
25 4«C-C 1 2I^SScSb. -^©^5 OmM h U 1 M N a 

Cl/pH7. 5 4*C-C-1 2I^HSWbfco ^e>(C-t0^5 OmM b 



r 
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24 

y(.m&tmmm/ 0 . lMNaCl/pH7. 5 4-CT? 1 2l$^3tW 
Lfe©-fex APMS Ftr J: t)S#«<4*^^t:^tS'fcbfeo 
^cD^ 5 0 mM h 'J O . l M N a C 1 /.p H 7 . 5 

4'C-e¥§S'fbbfe'<>X7'^ 5?>-fe7r D — ;^ 6 B * ^ A fc^JP bHiS 
5 «M-e^±t#i!Saig3%i5fej#^5 OmM h U 0 . IM 

'^VXr ^ i^^/O . lMNaCl/pH7, 

XB^**?) 1 . 4mgf§feo 
il£&0a 5 

10 A^jfii2 omnz±^mMm i-cmm^ntz7'>\i j^nitmmtMm 

MH^ II Smg/l ml ( 5bM, Tris-HCl, O.ISM NaCl, pH7. 

T>t KD-fb^S-fbifiiJft^S^ II H?*Jn:i«cv^S-& (1ml , 5bM T 
ris-HCl, O.lSMNaCl, pH7.5 ^in ) t itK b«IH^M*«*^ 3 (gtCffiS* 

15 iltzo 

J^H^VIIH^^O. 5mg/lml (5oM, Tris-HCl, O.lSMNaCl, 

pH7.5) in^s hn>5j?3i^>^ h^?"^ AtcJ:Sia@Rra*sa^bfcfcc 
20 5s T^b HD-fbiSiS-fblM^S^MS^ VIIH^*in^S:V^©-& ( 1ml, 
5bH Tris-HCl, 0.15M NaCl. pH7.5 ma) i:itS^ bM@I^F^3?>*«^ 2 . 
l^KlffiS^nfeo 
^«S0!I7 

A^Jfll2 0ml t±IBIIJS0y3-C-S!ijg*tifc7'>t K P-fbiStt-fblftlSS 
25 S@miXH?*0. 5mg/lml ( 5 bM Tris-HCl, O.lSMNaCl, pH 
7.5) ia^y hD>:J^ai7;^ h^^7AlcJ;SM@^F^sai^bfci:c:5N 
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2 5 

■r>\L H P-fbtSS-fbJfil^SllS^ lXH^S^P^^^:V^«-& ( Iml, 5mM T 
ris-HCl, 0.15M HaCl, pH7.5 ^JP) J:ltt!t b«BI^F^ 3 

mmm s 

JlS^Xig^^O. Smg/lml ( 5 OmM Tris-HCl, 0.15M NaCl, p 
H7.5) iP^^ bD>^3:7y^ ^^/'^A{C<fc5M@l$P^<fe«'J^bfctil5^ 
T>t h-D'fbJStt'fblflllSMH^ Xig^*^)^^&v^^a-& ( Iml.S OmM 
Tris-HCl, 0.15M NaCl, pH7.5 ^iP) i; Jti? bM® I^P^***>I 1 . 8<gC: 

10 m&^titco 
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2 6 

Iff ^ CD ig a 

i^gi^, -fe U >rD5^T — ■fe'rSWcSS^^fti'^-lr U > rp 5^ T — 
10 3. -b ij ^rnT^T — -et^^bt-b U >rP5rT--e®SMfciK 

5. KD-fb-fe U ^rDT^T— gi^x T> t HDfli^nfctS 

20 tt-fcifiifSJ^B^ II B^> 7'>t KD^b^nfcrStt-fbifii^iSS^ VII H 
7>t Kn^b^nfcrSMJfeMJ^Hm IX *J > t Kd^ 

6. @E7>t KP^b-fe U ^rDT^T"—- lf©7>t HD-fbfiPfilL3t)«s ^ 
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2 7 

( 2 ) * U ^ifta * -5 xs> 

5 (3) [HllR^^t&^T^xg. 

10 8. u^aa^fT^xsi^p H 1 1 . o~i3. 5©«5H-e 

9 . -fe U >7'D7'7' — -fe't^^bT-fe V ^rOT^r — ■ifOftK(c:ig 

15 7^r--e«i$iJ»lo 

1 0 . it^jcg 1 ~9 ©v>fn* 1 JKtctaiicD-fe u >rD7"T— ^fai 

20 12. aSa<IB 1 ~ 9 6DVAl*tl.*» l:tH{ci3«©-b U >7'D7'T — HfftJ 

1 3 . natm 1-^9 (oxi^-rtiiy i^Kcta^o-fe y ^t-dt^t— -kwi 
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